Arrowheads and arrows point to ERGIC tubules. (B) Cells as described in A and exhibiting a decreased signal of endogenous PLA2G6-A were counted as described in Figure 3F . Data are represented as mean ± s.e.m from 3 to 4 independent experiments. P values were calculated using a Student t-test. (C) HeLa cells stably expressing GFP-ERGIC-53 and knocked down for Arf1+Arf4 were co-transfected with pDsRedT1 (RFP) and either a control shRNA or a shRNA targeted against L-iPLA 2 . pDsRedT1 co-transfection was to make sure that the analyzed cells indeed contained the shRNA. L-iPLA 2 knockdown cells were identified by RFP signal. Arrows and arrowheads point to ERGIC tubules. Insets are magnifications of GFP-ERGIC-53 channel in the highlighted regions. Arf1+Arf4 knockdown cells were identified by nucECFP signal. Scale bar: 5µm.
Movie S1: Live imaging of GFP-ERGIC-53 in Arf1+Arf4 knockdown cells. HeLa cells expressing GFP-ERGIC-53 co-transfected with Arf1+Arf4 shRNAs and imaged every ~3 seconds for 2 minutes 50 seconds using a bright field microscope (135M; Carl Zeiss Inc.). Arrow: dynamic tubule. Video ×6 accelerated relative to real time. Video related to Fig. 1B -C.
Movie S2: Live imaging of GFP-ERGIC-53 in Arf1+Arf4 knockdown cells (slow imaging).
Cells treated as in movie 1 were imaged every ~10.5 seconds for 8 minutes 33 seconds using a bright field microscope (135M; Carl Zeiss Inc.). Several moving clusters undergoing fusion (white arrows), splitting (red arrow), disappearance (green arrow) and re-emergence (blue arrow) are observed. Movie is ×31 accelerated relative to real time.
Movie S3: Live imaging of GFP-ERGIC-53 in Arf1+Arf4 knockdown cells (fast imaging).
Cells treated as in movie 1 were imaged every 0.25 second for 20 seconds using a bright field microscope (135M; Carl Zeiss Inc.). Several stationary clusters (white arrow) and fast moving carriers (red arrow) are seen. Additionally, dynamic tubules are observed (green arrow). Movie is ×5 accelerated relative to real time.
Movie S4: Live imaging of GFP-ERGIC-53 in control cells during re-warming from 16°C. GFP-ERGIC-53 expressing cells (green) transfected with pSUPER vector then with ssDsRed (red), incubated 3 h at 16°C, shifted to 37°C for ~4 min and imaged every ~3 seconds for 11 min 6 sec using a bright field microscope (135M; Carl Zeiss Inc.). Arrow: ssDsRed segregates from ERGIC clusters that turn green. Video ×6 accelerated relative to real time. Video related to Fig.  2A .
Movie S5: Live imaging of GFP-ERGIC-53 in Arf1+Arf4 knockdown cells during rewarming from 16°C. Cells as videos S1 and S4 after ~3 min at 37°C imaged every ~3 seconds for 9 min 28 sec using a bright field microscope (135M; Carl Zeiss Inc.). Arrows: dual labeled tubules. Dashed arrows: ERGIC clusters sort ssDsRed without being consumed. Arrowheads: ERGIC tubules devoid of ssDsRed. Video ×6 accelerated relative to real time. Video related to Figure 2B .
